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Keaora&la Ceeraletfiaaar of Patents 

and Trademarks 
Wfi*fc±ngtan, O.C. 20231 

Peftr Sirs 

1/ Thao Coppsno, pursuant to 37 § 1.13 2, decloro m 

ColXowai 

i; r am one of cfea iavnntors for t&a afeoyo'ideatiCied 
patent application* 

3. Xn 1999, I aalced Pros, c. Mlonlalc, Prereseer o£ 
tha Faculty of Agricultural ud Applied Biological Science* at 
K&chollofca WJivwaitait X»euvea la 0 allium, to conduct tha 
t ©llowlng experiments under wy supervision to dotoynine 
whether ene madlum and growth condition* doscribod in Cyllaag 
at ol. would provide *ot±v*t»d ffpoirea. Thcaa experimntff and 
tdolr resiilCB vers Cirst reported in tcy Declaration signed on 
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July 9 1 A- sore deealled explanation of tnoss 

ffrpprlmwnrfr and cJtclr results 19 presented herewlcn. 


Haterlels 043d Kathode 

>, f^^m^^ig nT?fl *faf g ' Ltt - Septwe, Yeaac extract ana 
Potato Dextrose Agar (FDA) were obtained from tfaipatft 
(Bas^shire, United Kingdom) * Dezerav was obtained rro» 
MerOc-Belgol&bo (Leuvea, Belgium) . Feptons, Tenet Sxtraoc and 
Dextrose medium wan prepared according Co Kaiser at al. 
CX99*) . Peptone (2t w/v) , Yeast Bwtraec (It w/v> wars 
dissolved In dolonlsed wdfcsx «ikd sterilized ec iai«C for 30 
minutes. Tne pH of tne obtained sadium wae 6.4, 

g«mo»™te. The etmins miliopu* cry*a* ATCC 93S3, 
«pergi-ZZue tiu&g+tue CB8 148.89 and Aspergillue auooeeeledami 
vers ofrrMTipd frm respectively the American Typ& 
Culture Collection (ATCC, Manassas, VA, USA} , Centraaibureau 
voor eeninoeelcttltures {GBe f Pwwun. , *rhe ETechertendaJ and VTT 
(Technical Xeeeernn Centra of Finland, Bspoo* Finland) Culture 
collections- TOia strains were grown en PDA at 2S*c. Seven 
day* old epornlanlog culturgH oa PDA served as toe e carting 
material Cox eulturing the fungi as described by Gyllang ec 
al. (1977) * For eaeh strain a leepcull ot stecorial taicen crom 
tne seven daye eld speculating culture oa PDA wee inoculated 
in a tiesue culture flasjc containing 328 ml of Peptone, Yeasc 
Extract and Dextrose medium. Tne culture was grown for 3 
weeks at 20*C. After the cultivation period tne entire 
culture was hoffogonlced by vigorously shaking the oontsnt of 
tfcf? ciasue culture flask. 
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tofflSBaafift* Activated spores wb defined 00 daBorlfesd In the 
current patent Application as •bciag Significantly wore 
swollen cnan tne dormant slee, the siae of the spores being 
increased far a factor preferably between 1,2 and 10 over the 
dormant spore vises and/or having ens or mors germ tubes per 
spore, • Three diff eren t sasples of 9,2 oa of the culture 
noaogenate ware cx&ninsd x&loroseopieally. swelling p£ the 
spores wee verified by asssurlag the spores at a signification )V 
of 12S Ox by means of an eyepiece graticule alcrasietsr. 
Activation was reported ao a percentage of the eppre^-^- — ~~ 
population, determined by aierosoopls count. Therefore, tns 
spore population iao quantified by weans of a Tfaowa counting 
cbaxttbar ac magnification at 320x (Carl teles* Jena, Germany) . 
At lease 100 spores per sample ware evaluated. 
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6, ^^ifl «nogg ^gfeivwMm. xbe dormant Btw of. — ^ 
various fungal spores is daserlbed by Pitt and Backing (U997)) 
Aeoerding eo this ref erenee, the sporangriosperoe of Ah£*$ps? 
orysae are of variable shape, ellipsoidal to broadly fusltora 
or irregularly angular, oanranly 5.0 - 6.0 fun lang, the 
eeadlosporss eg Aspergillus sastsJorfami are ephtrioal to 
subepheroldal with 4.0 - 5.0 $m diameter; the eondiosporee of 
Axgpnxvillue *u»lgaeus are spherical to subspneroidal with 2.5 
- 3,0 )m disaster. Our ova observations of dement apores of 
the fchraa tested strains vera in agreement with tbe 
dsocriptlon given by Pitt and Hocking C1907). Accordingly, we 
defined activated spores of sblsopus oueysee ATCC 9363, 
Acperffillu* .fumigatue C&B 148.09 and Aspergillus ansteloOajni 
VTT D* 76035 ae bavipg respectively a site of more than 9.6 t m * 
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6»Q /m aod 3.£iffl aod/or oxlq or more gem cu&eo per spore. 

l.fhown *om» mter0pbotogr«pha of dormant, ivoUtt «** 
activated spares o€ Slh±m<*pa& axyg&e ATCC M63. 



Figura 1. Activated spwmm ofa&ftiwl by enatsmfc mm flaverlbed 
la the current pacaac application {fflagnif loatlos 720x) r A. 
doznaac ppomsr a. swollen opera* with ono activated (Ac) 
spora, i.a. giyoltioantly mors ftwollea ttan the dorront slsei 
C. activated epora* aigalricanely more swollen tAaa tta 
dormant else nod bavin*, on© orr more 0ern tube* per opora. 
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THg reculee o£ the analyele of cpore activation in the 
culture beffloaenncee iswediateiy after horeoc/enieation (0 time) 
under tibe procedure of Gyllane; et al. (1*77) are preaented in 
Table X. 

Table X. Spore Activation at 0 Time in the Culture 


Aspergillus fwnigaw* CSS 14&.S9 o 

purche* activation oC eporee in the culture homogenace* wae 
enalyaqd after 6 tour* incubation of bike culture tio»oge&at»» 
at 3Q»Q c*r 4**C f aitboug/h Chic devlatee from the procedure o£ 
OyitaJig! ee el. (1977) , in tbia procedure ne incubation period 
IB prescribed becw&jn preparation or tbs bewoa/enate end 
inoculation of tbo barley. Tnc roculto are presented in Table 
XX. 

Table XX- Spore Activation After 6 Hours Incubation in the 


Beno^enatee * 


Culture HomocenateB • 


Rhieopusr oryaae ATCC 9363 
Aspergillus Cumigstus CSS 14S.5P 
AsperjilXuB amafcelcdaffi VTT D-76035 


incubation z&cunaclon 
ftt; 2fl»C at 42*C 


0 0 
0 0 
7 0 
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In ooatraet, treatment of JOUeopu* orywe *TCC e«3 eporee as 
deocritoed la en* current patent application raeulted in a hign 
level o£ activation o* epore aa mere tnan »0* at tno 
eporee had * ai" «oro Chan 9.6 ^ iad/or nad one or more 
gam tune a per epore. 

7 . rf rr ^tta<^nfl - Cultvxe faoreogenatea of Rhivopva ozyvmt* 
ATCC 9363, ABp^fftlXuB fuarfffAtu* 0*0 1*6.** an* A*pa*s*iltf* 
emaeeledaml VTT O-780JS prepared according to ©yllang et AX. 
(l»77> do not contain activated spores. Taia experiment enowo 
that eucceaeEul activation depends. on incubation o* dormant 
epores cor a eu«ieient time at a suitable temperature and it* 
a suitable medium. Xa tne opera auepension a« pr epare d toy 
Oyliang ee ai. CI377) tne medium le an exhausted grown medium 
tnat doae not provide en© auitable conditions «or epora 
activation* and the epore* are not incubated tor a sufficient 
time at a euitalsle teaqperacure. 

8(r ^swvift^^ «b»a . toa, locate pexcrose Agar* ATCCj 
American Type Culture Collection, CBS, Ceatranlinxreau. voor 
sehiamelcuitureei vtt, Technical Reaearcn Centre of Finland; 
Ac, activated, 

9 . anrfjirnngnn> 

Gallons, R.# Setanark, L». and ttartinaon, B., Tfee influence 
of eeme fungi on malt quality, ebc Proceedings or tne xs* 

Congress^ 1S77. 

teiaer, C, Miobaeiis, 6. and Wicaell, A., Wethode in 
yeast fanatic a, Appendix X r p. 307, Cold Spring Harbor 
Laboratory Press, flew Torfc, USA, 1904. 
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Sr^!!^-™^ c. ». true. 
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